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Abstract

Pulsed field gel electrophoresis (PFGE) offers a high-resolution approach to quantify
chromosomal fragmentation in bacteria, measured as percent of chromosomal DNA entering the
gel. The degree of separation in PFG depends upon the size of DNA, as well as various conditions
of electrophoresis, such as electric field strength (FS), time of electrophoresis, switch time and
buffer composition. Here we describe a new parameter, the structural integrity of the sample DNA
itself, that influences its migration through PFGs. We show that sub-chromosomal fragments
containing both spontaneous and DNA damage-induced nicks are prone to breakage during PFGE.
Such breakage at single strand interruptions results in artefactual decrease in molecular weight of
linear DNA making accurate determination of the number of double strand breaks difficult. While
breakage of nicked sub-chromosomal fragments is FS-independent, some high molecular weight
sub-chromosomal fragments are also trapped within wells under the standard PFGE conditions.
This trapping can be minimized by lowering the field strength and increasing the time of
electrophoresis. We discuss how breakage of nicked DNA may be mechanistically linked to
trapping. Our results suggest how to optimize conditions for PFGE when quantifying
chromosomal fragmentation induced by DNA damage.
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Introduction

Chromosomal lesions lead to cell cycle arrest in eukaryotes and block progression of
replication forks in prokaryotes, posing serious problems for the accurate and timely
duplication of the genome and its physical integrity [1; 2; 3]. While all DNA lesions,
including single stranded nicks and gaps (SSNs and SSGs) are harmful, unrepaired double-
strand breaks (DSBs) are the most deleterious ones and can cause genome loss and cell
death [4; 5; 6; 7]. Studies on the mechanisms of chromosomal fragmentation are of critical
importance for two reasons. First, all known DNA damaging agents, both naturally
occurring and man-made, induce chromosomal fragmentation in replicating cells [8; 9; 10].
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Second, cells that cannot repair fragmented chromosome, die, while those that can,
experience genome instability.

Quantification of chromosomal fragmentation relies on physical methods with a long linear
range of detection, and pulsed field gel electrophoresis has proven to be the best technique
for this purposes. Conceived and developed in 1980°s, PFGE fractionates chromosome-size
DNA molecules ([11; 12], for reviews see [13; 14; 15]), and has been used extensively in the
areas of genome characterization ([16; 17; 18], reviewed in [19; 20]), and epidemiological
studies ([21; 22], reviewed in [23; 24]). In PFGE, the DNA is subjected to alternating
electric fields with a constant reorientation angle over a long period of time, and the
migration of DNA is controlled by a variety of factors including field strength (FS), pulse
time, gel concentration and buffer composition, and temperature and time of electrophoresis
[25; 26]. A peculiar characteristic of the PFGE is that even 30 kbp relaxed circular DNA
molecules cannot enter the gel [27; 28; 29; 30], whereas linear fragments of up to 10 Mbp
do [31; 32; 33]. This property makes PFGE an ideal technique for chromosomal
fragmentation studies in bacteria, where the linearized chromosomes and chromosomal
fragments are efficiently separated from the (unbroken) circular chromosome because the
former enter the gel, whereas the latter stays within the wells [5; 6; 34; 35; 36; 37].

The use of pulsed field gel electrophoresis to quantify chromosomal fragmentation in
bacteria was initiated by Michel et al in 1997 [37] who based her approach on an earlier
demonstration in yeast that 1) a circular 305 kbp chromosome does not enter the gel; 2) it
does enter the gel when it is linearized [33]. The technique has since been successfully used
in a number of chromosomal fragmentation studies [5; 6; 34; 35; 38; 39; 40]. However, with
the exception of the high energy ionizing radiation (gamma- and X-rays), DNA damaging
conditions rarely generate direct DSBs. At the same time, no one has ever asked if single-
strand interruptions in duplex DNA, generated in vivo either in the course of repair of DNA
damage or due to DNA metabolism defects, could influence its electrophoretic behavior
during PFGE.

Recently, while studying the mechanisms of UV-induced chromosomal fragmentation in
polA and ligA mutants of E. coli that are defective in joining of Okazaki fragments in the
newly-replicated DNA, we suspected that long DNA molecules were broken at the nicks due
to high electric field strength (FS) used during standard PFGE conditions. While testing this
idea, we found that nicked linear DNA indeed was further fragmented during PFGE.
However, contrary to our expectation, reducing FS did not reduce the conversion of nicks
into breaks, demonstrating that this phenomenon was FS-independent. While we detected
FS-independent breakage of high-molecular weight (HMW) DNA at nicks in a variety of
experiments, including assays with defined sub-chromosomal fragments, we found that one
particular batch of agarose caused especially prominent nick-dependent trapping of large
chromosomal fragments within wells. These nicked HMW species could be forced into the
gel by lowering the FS and increasing the time of electrophoresis, but once these nicked
species entered the gel, they were further broken, likely at pre-existing nicks,
mechanistically linking breakage at nicks with trapping inside the gel. Our findings
demonstrate that care should be taken when interpreting molecular weight distribution of the
chromosomal fragmentation results if the DNA is expected to contain nicks.

Materials and methods

Bacterial Strains, Growth Conditions and Chemical Reagents

All E. coli strains used in this study are K-12 derivatives and are described in Table 1. All
strains were grown in LB (10 g of tryptone, 5 g of yeast extract, 5 g of NaCl/liter of broth,
pH to 7.4 with 250 pl of 4 M NaOH; LB agar contained 15 g of agar/liter of LB broth) at 28
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°C unless stated otherwise. When required, antibiotics were added to the following final
concentrations in pg/ml: ampicillin, 100; kanamycin, 50; tetracycline, 10. DNA-damaging
agents were used at the following final concentrations: AZT, 500 ng/ml; phleomycin, 2.5 or
10 g/ml; nalidixic acid, 25 g/ml; fluorouracil, 100 g/ml; hydroxyurea, 100 mM. Agarose
used in this study was obtained from Denville Scientific, Fisher and Gibco BRL, whereas
enzymes used in various assays were purchased from New England Biolabs.

Chromosomal Fragmentation

Labeling of the chromosomes of growing cultures with 32P, as well as UV treatments, were
done exactly as described in Khan and Kuzminov [5]. Briefly, cells were grown aerobically
at 28 °C in the presence of 2—-4 pCi/ml [32P] orthophosphoric acid (MP Biomedicals) until
they reached Aggg ~ 0.3. At this point, DNA damaging agents were added directly to the
cultures, which were then transferred to 37°C shaker for 2 hours. For UV assays, the
cultures were harvested, and the cell pellets were suspended in volumes of sterile 1% NaCl
containing 0.01% Triton X-100 (Sigma) to yield an absorbance of approximately 0.6. The
UV-irradiation was performed at 28°C in a dark room lit by yellow lamps (F15T8-GO,
General Electric) to avoid photoreactivation. Following irradiation, the cultures were diluted
1:1 with a sterile no-salt 2xLB solution and transferred to 37°C shaker for either 10 min or 2
hours. For spontaneous chromosomal fragmentation studies, the strains were labeled,
harvested and concentrated in Triton X-100 + NaCl as described above for the UV assay.
After normalizing the suspensions to absorbance of ~0.6, the cultures were diluted 1:1 with
2xLB (without NaCl) and transferred to 37°C shaker for 2 hours.

Agarose plugs and PFGE

After completion of the required incubations, cultures from a volume of 0.5 ml were
harvested for each plug. The cell pellets were washed once in 1 ml of sterile TE buffer (10
mm Tris-HCI, 1 mm EDTA, pH 8.0) and resuspended in 60 ul of TE. To make agarose
plugs, 5 ul of 5 mg/ml proteinase K solution (Roche Applied Science; final concentration in
plugs 200 pg/ml) and 65 pul of molten agarose in lysis buffer (1.2% agarose in 1%
lauroylsarcosine, 50 mm Tris-HCI, 25 mm EDTA, pH 8.0) were mixed with the cells, and
the suspensions were transferred to plug molds (Bio-Rad). The solidified agarose plugs were
submerged in 1 ml of the lysis buffer (1% lauroylsarcosine, 50 mm Tris-HCI, 25 mm EDTA,
pH 8.0) and incubated overnight at 60°C. After completion of digestion, the lysis buffer was
replaced with TE, and the plugs were stored at 4°C until used. Unless specifically
mentioned, ¥ plugs were used for electrophoresis.

In some assays, in which plugs were to be restriction-digested, a modified method of plug
lysis was used. In this procedure, cell pellets were washed and suspended in 65 pl of TE,
mixed with 65 pl of molten plain agarose (1.2% agarose in water) and transferred into plug
molds. Once solidified, these plugs were shifted to glass tubes containing 1 ml of 1 mg/ml
lysozyme in TE and incubated at 37°C for 1 hour. Following this, the plugs were removed
from TE and transferred to fresh tubes containing 1 ml of 1 mg/ml ProteinaseK in lysis
buffer (1% lauroylsarcosine, 50 mm Tris-HCI, 25 mm EDTA, pH 8.0). The tubes were
shifted to 60°C and plug lysis was continued for 15-18 H.

All electrophoresis runs were performed on 1% agarose gels in 0.5X Tris-borate-EDTA
buffer at 12°C, in a Bio-Rad CHEF-DRII pulsed field gel electrophoresis system operating
with initial and final switch times of 60 and 120 s, respectively. Field strengths between 1 V/
cm and 6 V/cm and time of electrophoresis between 10 hours and 150 hours are specified in
description of individual experiments. In most of the gels, yeast chromosome PFG marker or
lambda ladder PFG marker (both from New England Biolabs) were also included.
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Following the electrophoresis, the ladder lanes were cut off, stained with ethidium bromide,
and photographed. The rest of the gel was dried under vacuum, exposed to a
phosphorimager screen and scanned with an FLA-3000 fluorescent image analyzer
(FujiFilm). The data were processed using Image Gauge version 3.41 software (FujiFilm).

The percentage of chromosomal fragmentation was calculated as the signal in the lane below
the well divided by the combined signal of the lane plus well and multiplied by 100. The
percentage of signal within the wells was calculated as the signal in the wells divided by the
combined signal of the lane plus the well and multiplied by 100. In order to dissect the
fragmented chromosomes into size zones under various conditions of electrophoresis,
scanned gels were aligned with the stained ladder. The percentage of signal within a
particular zone was calculated as the signal in this zone divided by the combined signal of
the lane plus the well and multiplied by 100.

Restriction digestions of agarose plugs

Results

Strains with

Lysed plugs were washed and processed as described [35]. Briefly, overnight-digested plugs
were transferred to fresh tubes and washed for 2-3 hours with 6-8 changes of 1 ml of TE
buffer. After completion of washing, the plugs were submerged in 100-150 pl of 1X
NEBuffer 3 (NEB) containing BSA and 50-150 units of Notl (New England Biolabs) and
incubated at 37°C for 15-18 H. The reactions were stopped by adding 1 ml of ice-cold TE,
and digested plugs were stored at 4°C until ready to load.

nicked DNA yield fragmented chromosomes

While PFGE offers excellent separation of chromosome-size linear fragments, it is not
known how introduction of ss-nicks and -gaps in these fragments will influence their
integrity during electrophoresis. Since in our chromosomal fragmentation studies we
specifically work with strains that are expected to have single-strand interruptions in their
chromosomal DNA, either as a result of ongoing repair of massive DNA damage, or because
of defects in sealing DNA nicks, we were concerned that these nicks and gaps could be
converted into DSBs during our standard PFGE (6 V/cm for 24 H, also see Materials and
methods). Suspecting that 6 V/cm field strength might be too harsh for nicked DNA, we
expected that reducing the field strength would decrease chromosomal fragmentation in
strains containing nicks in their DNA.

To verify this reasoning, we measured spontaneous chromosomal fragmentation in a set of
strains with varying number of expected single-strand interruptions in their DNA: wild type,
recBC (Ts), recBC(Ts) polA12 (Ts), recBC(Ts) ligA251(Ts) and recBC(Ts) dut-1. Since in
recBC(Ts) background, there is no repair of DSBs and no degradation of linear DNA at the
non-permissive temperature [41], the full extent of chromosomal fragmentation is preserved
and can be quantified. No nicks were expected in DNA of wild type and recBC(Ts) control
strains, and chromosome fragmentation is at the background level in these strains [5]. Based
on the strength of other mutant alleles, recBC(Ts) ligA251(Ts) was expected to have the
highest density of nicks in the chromosomal DNA, whereas the recBC(Ts) dut-1 and
recBC(Ts) polA12(Ts) strains were expected to have intermediate number of nicks.

When we compared the chromosomal fragmentation among these strains after running at 6
V/cm for 24 H, we found that recBC(Ts) ligA251(Ts) indeed showed the highest
spontaneous chromosomal fragmentation over the wild type and recBC(Ts) controls, with
both controls showing similar, low levels of fragmentation (Fig. 1A, the white bars). The
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recBC(Ts) polA12(Ts) and recBC(Ts) dut-1 strains showed intermediate fragmentation,
(Fig. 1A, the white bars). This data indicated a direct relationship between the expected
densities of nicks and gaps in the chromosomal DNA of the mutant and its chromosomal
fragmentation. Such a direct relationship between the number of nicks and chromosomal
fragmentation has been generally interpreted to represent replication fork collapse at
preexisting nicks in template DNA [42; 43]. However, it was also possible that DSBs were
generated at the nicks as artifacts of PFGE, because the field strength was too high (6 V/
cm). If true, reducing the field strength would eliminate or reduce chromosomal
fragmentation in strains containing higher density of nicks and gaps in their DNA.

To test the idea, we ran the remaining, identical plugs from the same experiment at reduced
field strength (3 V/cm) for 70 H (“long run at low field strength” or LLFS conditions), so
that the fastest chromosomal species migrated to about same distance as with 6 VV/cm for 24
H (“short run at high field strength” or SHFS conditions) (Fig. 1B). Contrary to our
expectation, we observed an overall increase in chromosomal fragmentation in LLFS
conditions compared to SHFS conditions in all strains. The relative fragmentation stayed the
same, with recBC(Ts) ligA251(Ts) still exhibiting the highest fragmentation (Fig. 1A, the
black bars). Since the pulling forces were lower at 3 VV/cm, the increase in fragmentation
made it unlikely that fragmentation seen at 6 VV/cm electrophoresis was due to high field
strength-dependent breakage of chromosomal DNA at the nicks. A set of experiments done
using a different batch of agarose from the same source (“DBA experiments™), showed an
even higher increase in strains with nicked chromosomes in LLFS conditions (Fig. S1A).

Irrespective of agarose, compression zone showed the biggest difference between the two
running conditions (Fig. 1B, and S1B). First, there was more DNA in the compression zone
after LLFS electrophoresis, and this compression zone enhancement seemed nick-
dependent, as AB1157 showed the least absolute increase. And second, while the
compression zone of all strains migrated equally when the electrophoresis was done at 6 VV/
cm, the compression zones of the strains showing high fragmentation, recBC(Ts)
[igA251(Ts) and recBC(Ts) dut-1, migrated faster than the rest when ran at 3 VV/cm. This
indicated that the chromosomal fragments running in the compression zones were of
different sizes and were generally shorter when the expected density of nicks in the
chromosomal DNA was higher.

PFGE similarly affects DNA damage-induced chromosomal fragmentation

The uniform increase in fragmented DNA upon LLFS PFGE encouraged us to test the effect
of conditions of electrophoresis on the DNA damage-induced chromosomal fragmentation.
Unlike spontaneous fragmentation in the mutant strains, in DNA damage-induced
fragmentation assays we could control the extent of fragmentation by varying the clastogen
doses. For this assay, we exposed recBC(Ts) strain to a variety of DNA damaging agents
(Fig. 1C and D, and S1C and D). These agents range from nalidixic acid, which generates
pure DSBs [44; 45], to AZT, which is proposed to produce SSGs in the newly-replicated
DNA [46], to UV lesions, excision of which could produce SSNs, while encounter with
replication forks could generate SSGs and DSBs [5; 47]. As shown in Fig 1C, various DNA
damaging treatments resulted in varying levels of chromosomal fragmentation, with
phleomycin being the most potent agent in SHFS electrophoresis conditions. Hydroxyurea,
fluorouracil and AZT yielded low levels of chromosomal fragmentation under these
conditions. Similar to the profile obtained in spontaneous fragmentation assay, reducing the
field strength to 3 VV/cm resulted in a uniform increase in fragmentation in all samples
irrespective of the expected density of nicks. In an identical DBA experiment, the increase
in fragmentation remained low in strains without DNA damage, or with treatments that
failed to yield fragmentation at 6 V//cm, but showed significant increase with nalidixic acid-
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and phleomycin-treated cells (Fig. S1C). Overall, and similar to the results observed with

spontaneous fragmentation (Fig. 1B), there was a general enhancement in the compression
zone signal in LLFS PFGE (Fig. 1D and S1D). Moreover, treatment with DNA-damaging
agents again produced faster-migrating compression zone under LLFS PFGE.

At face value, the data in figure 1 indicate that reducing the field strength while increasing
the time of electrophoresis results in higher detectable fragmentation irrespective of the
presence of additional damage. Comparison of data in figures 1 and S1 also implies that
additional factors, including agarose, influence the level of detectable chromosomal
fragmentation. The results in figure 1 were reproducible with agarose from three different
sources (see Methods).

Enhancement in fragmentation is accompanied by signal loss from the wells

The general increase in fragmentation in LLFS PFGE conditions prompted us to look for the
source of additional linear DNA. We noticed some decrease in the absolute signal within the
wells with corresponding increase in chromosomal fragmentation (Fig. 1B and D, compare 6
V/em with 3 V/em). Quantification of signal within wells indeed showed some signal loss
after LLFS under both spontaneous and DNA-damaging conditions (Fig. 2AB). The
reduction in signal intensity within wells was significantly higher in DBA experiment and
was correlated with the presence of nicks (Fig S2AB). Specifically, recBC(Ts) ligA251(Ts),
which had shown the highest increase in chromosomal fragmentation, exhibited the highest
decrease in signal within the wells (Fig. S2AB). Taken together, the data in Figs. 2 and S2
show that increase in the chromosomal fragmentation during LLFS PFGE is due to release
of chromosomal DNA from wells.

There is a total loss of DNA with LLFS PFGE

The decrease of signal in the wells in the LLFS conditions, while explaining the
corresponding signal appearance in the lanes, meant that some linear species were trapped in
the wells during the 6 V/cm electrophoresis, but entered the gel during the 3 V/cm
electrophoresis. While trapping of HMW DNA during PFGE was shown before [26],
whether DNA damage also causes trapping of low-molecular weight (LMW) species has not
been determined. If LMW species were indeed retained within wells during 6 V/cm PFGE,
we expected them to be released and the smallest fragments to run out of the gel during
LLFS electrophoresis. In order to ascertain if there is an overall signal loss coupled with the
release of signal from wells, we compared ratios of the total signals obtained at 3 VV/cm to
those at 6 VV/cm. We found no systematic signal loss upon 3 V/cm electrophoresis under
spontaneous fragmentation conditions (Fig. 2C). However, the clastogen-treated samples,
specifically UV, AZT, nalidixic acid and phleomycin, showed minor systematic decrease in
total signal upon LLFS compared to SHFS conditions (Fig. 2D). Also, there was a
significant and increasing loss of the total signal under conditions of increasing DNA
nicking in the DBA experiments (Fig. S2CD). These results, combined with the
fragmentation and loss of signal from the wells, suggested generation of LMW species from
the nicked DNA, that run out of the gels during slower-longer electrophoresis. We conclude
that some of the species released from the wells are either low molecular weight to begin
with or are converted into low molecular weight species during slower-longer
electrophoresis.

Resolution of PFG depends upon field strength

The facts that DNA-damaging conditions resulted in faster migrating compression zone, but
only upon LLFS PFGE (Fig. 1B, D and S1B, D), and that the compression zone completely
disappeared in pol A and ligA mutants upon treatment with high UV doses at both field
strengths (see below), prompted us to analyze the composition of the compression zone.

Anal Biochem. Author manuscript; available in PMC 2014 December 15.



1duasnuey Joyiny vd-HIN 1duasnuey Joyiny vd-HIN

1duasnuey Joyiny vd-HIN

Khan and Kuzminov

Page 7

Although in both electrophoresis conditions, 6 V/cm for 20-24 H and 3 V/cm for 70-72 H,
the overall pattern of the smear of fragmented chromosomal DNA appeared the same,
inclusion of molecular weight standards revealed the difference in resolution. Specifically,
while the faster migrating bands indeed traveled the same distance under the two conditions,
there was a significant loss of resolution of high MW species upon LLFS PFGE (Fig. S3).
Molecular weight markers showed that LLFS PFGE resolved DNA fragments in the size
range of 48.5-680 kbp, with DNA fragments of size 0.7 MB-2MB migrating as one thick
band, forming the compression zone. This result explained the thicker compression zone
upon LLFS PFGE as merely reflecting a broader compressed region than the one seen with
SHFS PFGE.

UV dose-dependent fragmentation is affected by nicks and PFGE conditions

After initially testing a variety of clastogens for chromosomal fragmentation, we chose UV
irradiation as our standard DNA-damaging treatment, because the mechanism of nucleotide-
excision repair of UV lesions, as well as the mechanism of UV-induced chromosomal
fragmentation, are both known [5 and references therein; 47]. To test if PFGE conditions
affected the size distribution and quantity of fragmented chromosomes in a manner that
depended upon the expected number of repair nicks, we exposed cultures of recBC(Ts),
recBC(Ts) polA12(Ts) and recBC(Ts) ligA251(Ts) mutants to various doses of UV and
incubated the UV-exposed cells in growth conditions at 37 C for 10 min, concentrating on
the so-called “early fragmentation”. In the pol A and ligA mutant cells, where excision repair
cannot be completed, the final density of accumulating nicks may be reaching the density of
UV-lesions (which is ~30 pyrimidine dimers per genome equivalent per 1 J/m2[1]). The
plugs were then electrophoressed at 6 VV/cm for 20 H or at 3 VV/cm for 70 H. As shown in
figure 3A, with recBC(Ts), a UV dose-dependent faster migrating compression zone was
observed upon 3 V/cm PFGE. Quantification of the gel showed an increase in fragmentation
at all UV doses (Fig. 3B). With recBC(Ts) polA12(Ts) (Fig. 3C) and recBC(Ts) ligA251(Ts)
(Fig. 3E), however, the compression zone disappeared with UV doses higher than 8 J/m? at
both field strengths, indicating significant additional fragmentation of subchromosomal
fragments in response to the increased density of excision repair events. The compression
zone observed with 0 J/m?Z and 4 J/m2, on the other hand, showed increased signal with
LLFS PFGE. The disappearance of compression zone was not accompanied by decrease in
chromosomal fragmentation, as both strains showed dose-dependent increase in
fragmentation upon 6 V/cm PFGE, which was further enhanced upon 3 VV/cm PFGE (Fig.
3D and F). While overall UV-induced fragmentation was higher in recBC(Ts) pol A and
recBC(Ts) ligA mutants, as compared to recBC(Ts) parent strain (compare Fig. 3 B, D and
F), the enhancement in fragmentation at 3 V/cm did not show nick-dependence.

In an identical experiment done with DBA, in which similar qualitative changes in the
compression zones were observed (Fig. S4A, C, E), the increase in fragmentation seen at 3
V/ecm was significantly higher in recBC(Ts) pol A and recBC(Ts) ligA mutants, as compared
to control (Fig. S4B, D, F). As expected, higher signal in the lanes was due to release of
signals from the wells (Fig. S5A). Also, there was decrease in the total signal when samples
were electrophoressed at 3 VV/cm compared to 6 VV/cm, but only in polA and ligA mutants
(Fig. S5B). The general interpretation of both sets of results is that the defect in repair of
single-strand DNA interruptions, when combined with the increasing amount of DNA
damage, increases chromosomal fragmentation (Figs. 3BDF and S4BDF). In terms of PFGE,
we conclude that some of the generated linear DNA is trapped in the wells in standard field
strength of 6 VV/cm, but is released at reduced field strength of 3 VV/cm, which is especially
evident in the DBA conditions. Interestingly, while trapping of nicked DNA could be
influenced by FS, dramatic reduction in the size of the fragments is not (Fig. 3ACE and
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S4ACE). We suggest that trapping at high FS could be conditional, but the presence of nicks
always causes the additional fragmentation of linear DNA.

Zonal dissection of chromosomal fragmentation shows the importance of nicks and gaps

Since compression zone was absent in polA and ligA mutants exposed to high doses of UV
under both conditions of electrophoresis, and there was an enhancement in total
fragmentation upon LLFS PFGE (Fig. S4), qualitative distribution of fragmented DNA must
have changed between the LLFS and SHFS PFGE conditions. To quantify this change in
distribution, we subdivided total fragmentation shown in figure S4 into two regions: the
region covering fragmented DNA <0.7 Mbp in size and the complementary region covering
everything that was = 0.7 Mbp up to the wells. The recBC(Ts) strain, which shows an
overall modest dose-dependent increase in fragmentation (Fig. S4B), showed a UV dose-
dependent enhancement in both regions of fragmentation upon SHFS-and LLFS-conditions
(Fig. S6A). In contrast, both recBC(Ts) polA and recBC(Ts) ligA mutants showed a slight
UV dose-dependent reduction in signal from the = 0.7MB region when ran under the LLFS
conditions (Fig. S6B and C) and no dose-dependent change when the electrophoresis was
performed in the SHFS conditions. Signal in the region containing DNA of size range <0.7
Mbp, however, showed significant UV dose-dependent increase upon SHFS PFGE, and the
signal in this fragmentation zone was further enhanced when field strength was reduced
(Fig. S6B and C). We conclude that the main increase in LMW fragmented species at LLFS
PFGE is due to the release of the nicked HMW chromosomal fragments from the wells.
However, once these species were released from the wells in LLFS PFGE conditions, they
were further broken, presumably at the nicks, leading to accumulation of faster migrating
fragments. While our interpretation is supported by the observation that, upon LLFS PFGE,
the amount of high molecular weight DNA is reduced only in polA and ligA mutants that
accumulate nicks in their DNA (Fig. S6ABC), release of well-trapped LMW species could
also contribute to the accumulation of faster migrating species.

Time of electrophoresis is important

So far we have been changing two electrophoretic parameters at the same time, field
strength and time of electrophoresis, and observing their combined effect on chromosomal
fragmentation. While reducing the field strength from 6 VV/cm to 3 V/cm and increasing time
of electrophoresis from 20-24 H to 70-72 H resulted in significant enhancement in
chromosomal fragmentation in strains that contain nicks and ss-gaps in their chromosomal
DNA, it remained unknown which of the two parameters, time of electrophoresis or field
strength, played the major role. Since the trapping and fragmentation enhancement upon
LLFS was most significant with DBA experiments, we used these conditions to further
characterize the phenomenon.

To test the effect of field strength, we exposed recBC(Ts), recBC(Ts) polA12(Ts) and
recBC(Ts) ligA251(Ts) to 0 and 48 J/m?2 of UV and ran the samples on DBA at 6 \V/cm, 5 V/
cm, 4 V/cm and 3 V/cm for the fixed time of 20 H. We detected no significant change in the
amount of fragmented DNA when the electrophoresis was performed for 20 H irrespective
of the field strength or the expected density of nicks in the chromosomal DNA (Fig. 4A).
Corresponding gels (Fig. 4B) feature significant compression zones only upon
electrophoresis at field strengths of 3 V/cm and 4 V/cm (compare 0 J/m? lanes). This data
indicate that field strength does not influence fragmentation when electrophoresis is
performed for the same, short time.

We then determined the effect of duration of electrophoresis on the enhancement of
chromosomal fragmentation. For this assay we again tested both the UV-induced
chromosomal fragmentation (Fig. 5A and B) and spontaneous fragmentation (Fig. 5C and
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D). Increasing the time of electrophoresis from 24 H to 72 H at constant field strength (3 V/
cm) resulted in gradual increase in chromosomal fragmentation (Fig. 5A). This increase was
observed in all strains, but the overall fragmentation, as expected, was significantly higher in
polA and ligA mutants. Corresponding gels presented in figure 5B show significant
reduction in the amount of signal within wells with increase in the time of electrophoresis.
As described previously, there was less release of the signal from the wells in UV-exposed
recBC(Ts) mutant that harbored minimal nicks and gaps, while the released DNA
represented all molecular weights. On the other hand, the release of DNA from the wells
contributed exclusively to the faster migrating species in the UV-treated recBC(Ts)
polA12(Ts) and recBC(Ts) ligA251(Ts) double mutants, that showed no compression zone
(Fig. 5B). Such enhancement in chromosomal fragmentation with electrophoresis time was
not specific to DNA damage, as similar enhancement in spontaneous fragmentation was also
detected upon longer electrophoresis (Fig. 5C and D). Based on the data of figure 5, we
conclude that, under the conditions when high FS cause nick-dependent trapping within
wells, time of electrophoresis at 3 VV/cm determines the release of DNA from the wells.
Further breakage of the fragments (presumably at nicks) within the lane does not seem to be
dependent upon field strength or duration of the run, though. We propose that, once released
from the wells, the DNA can be further fragmented, if it contained nicks, irrespective of the
field strength applied. Unfortunately, in this set of experiments, we could not generate the
kinetics of chromosomal fragmentation upon electrophoresis at 6 VV/cm past 24 hours, as
chromosomal fragments started running out of the gel at that time.

Field strength of electrophoresis is important

The results so far indicated that, by increasing the time of electrophoresis from 24 H to 72

H, at 3 V/cm, we could detect more chromosomal fragmentation under conditions of both
spontaneous or induced DNA damage. But was this increase in fragmented DNA only due to
increase in time of electrophoresis, or the reduced field strength also played a role? Since we
could not directly compare the level of fragmentation between 3 VV/cm and 6 VV/cm samples
ran for 72 H (in the latter, most DNA would run out), we decided to compare the signal
remaining in the wells under the two conditions, based on the above finding that increase in
fragmentation reflects the decrease in the signal in wells (Fig. S2A and B).

For this particular experiment, we used recBC(Ts), recBC(Ts) polA12(Ts) and recBC(Ts)
ligA251(Ts) strains exposed to 0 and 48 J/m? and subsequently incubated under growth
conditions for 10 minutes (the “early” UV-induced fragmentation). We also measured
spontaneous fragmentation in these mutants (no UV exposure) after incubation at 37°C for 2
hours. We found that running the samples at 6 VV/cm for 20 H or 72 H did not result in any
loss of signal from the wells in either UV-irradiated samples (Fig. S7A) or spontaneous
fragmentation samples (Fig. S7B), indicating no DNA release from wells during high field
strength PFGE. In contrast, when identical plugs were run at 3 VV/cm for 20 H and 72 H,
there was a significant loss of signal from the wells in UV-exposed samples, especially in
UV-exposed recBC(Ts) ligA251(Ts) double mutant (Fig. S7A). Spontaneous fragmentation
samples in the recBC(Ts) pol A and recBC(Ts) ligA double mutants also showed significant
loss of signal from the wells when ran at 3 VV/cm for 72 H (Fig. S7B). These results
confirmed that both the longer time of electrophoresis and the lower field strength are
required to increase the amount of linear nicked DNA entering the gels.

PFGE break the nicked chromosomes

So far our experiments showed that, as compared to 6 VV/cm for 20H (SHFS)
electrophoresis, 3 V/cm for 70H (LLFS) PFGE resulted in an overall increase in
fragmentation, the magnitude of which depended upon a variety of factors including the
integrity of the genome and the extent of linear DNA trapping in the wells. However,
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irrespective of the electrophoresis conditions, comparison of the size of fragmented DNA
showed somewhat unexpected results. Upon electrophoresis at both field strengths, the UV-
treated cultures of recBC(Ts) polA and recBC(Ts) ligA mutants exhibited same quality
(LMW) of fragmented DNA, but the quantity was significantly increased upon LLFS
electrophoresis when DNA was maximally trapped (DBA data, Fig. S4 and S5). A similar,
though less striking effect was observed when DNase treatment was used to introduce nicks
(not shown). The fact that electrophoresis at high field strength also yielded LMW sub-
chromosomal fragments suggested that the breakage of nicked DNA is FS-independent. We
decided to directly test if breaking the nicked linear DNA is a characteristic of PFGE and
also if this phenomenon is influenced by the fragment size.

We addressed these questions by exposing stationary phase cultures (all UV treatments so
far have been done with growing cells) of recBC(Ts) and its uvr A mutant derivative to
ultraviolet light. Stationary phase cells do not have any active replication forks, so the UV-
induced, replication-dependent chromosomal fragmentation should stay low. On the other
hand, excision repair of thymine dimers in Uvr+ cells will introduce nicks in the
chromosomes in a UV-dose-dependent manner. Thus, stationary cells should have allowed
us to test whether nicked circular DNA is broken during PFGE and enters gels as sub-
chromosomal fragments. In the second part of the experiment, we digested one set of plugs
with Notl to create precise sub-chromosomal fragments and electrophoressed the samples at
3 V/cm and 6 VV/cm to determine if specific nicked fragments lose intensity in a size- and
FS-dependent manner. Use of stationary cells allowed us to quantitatively detect the 1 Mbp
Notl fragment, which is underrepresented in growing cells, most likely due to replication
forks going through it [35].

When we treated these UvrA* and UvrA~ strains with a variety of UV doses, and incubated
the exposed cells in spent culture medium (to avoid replication initiation) for 10 min and
2H, the UV-induced fragmentation stayed the same independent of the UV dose (Fig.
SB8AB) confirming the absence of replication forks, and indicating that circular DNA in the
wells does not break at nicks (see discussion). At the same time, the subchromosomal
fragments that did enter the gel were additionally broken at excision nicks (Fig. S8B,
compare UvrA+ cells irradiated with 0 and 24 J/m2). Then we digested one set of plugs with
Notl so that as much as 90% of the DNA entered the gel upon electrophoresis at 6 VV/cm for
20H (data not shown). In order to find if nicks, introduced by excision of UV lesions in
UvrA* cells, resulted in the trapping of sub-chromosomal fragments at 6 \V/cm
electrophoresis, we electrophoressed the Notl digested plugs at 3 V/cm for 70H. As shown
in figure S8C, the signal in wells did not show any significant difference under two
electrophoresis conditions, indicating that under these conditions the presence of nicks did
not significantly trap the largest Notl fragment (1 Mbp) in wells during SHFS. Instead, there
was a UV-dependent reduction in the amount of 1 Mbp band upon 6 V/cm electrophoresis in
UvrA+ cells (Fig 6A B), suggesting breakage of this long fragment at excision nicks and ss-
gaps. This conclusion is further supported by the absence of such decrease in the uvrA
mutant strain, which cannot initiate excision repair (Fig. 6B). Unfortunately, due to severe
compression of DNA longer than 0.7 MB during LLFS (Fig. S3), the accurate resolution of
1 Mbp fragment was not possible in gels electrophoressed at low field strength. However,
since compression zones of Notl-digested samples should primarily consist of 1 Mbp
fragment, we compared this region for any UV-dependent signal loss. As shown in figure
6C and D, LLFS also caused breakage of 1 Mbp fragment when the strain was excision-
proficient. In order to test if breakage at nicks was restricted to large fragments, we
compared smaller Notl fragments for nick-dependent breakage. The drawback of this
approach was that evaluation of field strengths was not possible since SHFS didn’t resolve
smaller fragments well. Nevertheless, we compared the intensity of the 360 kbp Notl doublet
(fragment Il in figure 6D) in LLFS and found that this fragment did not show any signal loss
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between 0 and 24 J/m2 UV doses (Fig S8D). At 24 J/m?, there was some signal loss but the
decrease was insignificant and excision-independent, indicating that nicked DNA fragments
in the size ranges of 200-300 kb are not readily broken during PFGE. However, when we
used UV doses of 48 J/m2, not only the fragments in the size ranges of 200-300 kb were
also decreased under LLFS conditions (Fig. S9D and E), but also there was excision-
dependent increase in fragmentation of uncut chromosome (Fig. S9AB), suggesting double-
strand breaks in circular DNA in the wells. Similar to the profile obtained with lower UV
doses, there was excision-dependent loss in the 1 Mbp/CZ signal upon 6 V/cm and 3 V/cm
electrophoresis (Fig. S9C). Similar results were obtained with exponentially growing cells
(not shown). Taken together, these results show that, given enough nicks, any DNA is prone
to breakage when subjected to PFGE. The fact that under both SHFS and LLFS conditions
the nicked chromosomal fragments were broken confirms that field strength does not play a
role in breaking the nicked sub-chromosomal fragments.

Discussion

The present study was undertaken to determine if linear E. coli chromosome, or its sub-
chromosomal fragments, further break during their migration through the PFGs because of
the presence of nicks. While such breakage could not be visible in ethidium bromide
staining of PFGs, or was not of particular concern for those interested in qualitative
determination of linear DNA, the occurrence of this breakage would be important for
quantification of DNA damage-induced chromosomal fragmentation. Nicked chromosome is
an obligatory intermediate during DNA damage repair and is also present in mutants of E.
coli defective in either DNA ligase or DNA polymerase | functions that repair these nicks.
Specifically, we tested if changing the field strength (the pull force) or the time of
electrophoresis (the duration of pulling) caused further breakage of HMW linear DNA
containing nicks.

Here we demonstrate that, at the quantitative level, spontaneous or clastogen-induced
chromosomal fragmentation depended upon both the field strength and the time of
electrophoresis (Table S1, Fig. 4, 5 and S7). Electrophoresis at 3 VV/cm, but not at 6 V/cm,
showed enhanced fragmentation, but only after 72 H electrophoresis time (Fig. S7), with
both field strengths exhibiting comparable fragmentations after 20 H of electrophoresis (Fig.
4). We also observed that LLFS PFGE resulted in a general increase in chromosomal
fragmentation, especially if the DNA was expected to have nicks, a result consistent with the
trapping of nicked linear DNA subjected to SHFS PFGE [26; 48; 49; 50]. In these
experiments, the nick-dependent overall enhancement in fragmented DNA did not influence
the general interpretation of fragmentation results, as the relative fragmentation, either
spontaneous or DNA damage-induced one, stayed the same (Fig. 1 and S1).

Interestingly, while our original suspicion, that PFGE breaks nicked DNA, was confirmed,
our expectation that reduced field strength would preserve the nicked DNA was not
validated. We conclude that the release of DNA from the wells is influenced by field
strength, but its further breakage during PFGE is determined by the density of nicks. Our
conclusion is based on the nick-dependent but FS-independent breakage of chromosomal
fragments in three sets of experiments: appearance of LMW DNA upon UV treatments (Fig.
3 and S4), decrease in the intensity of 1 Mbp Notl fragment in excision- and UV dose-
dependent manner (Fig. 6, S8 and S9), and enhancement in fragmentation upon treatment
with Nb.BbvCl, an enzyme that introduces sequence-specific nicks in the DNA (not shown).
Two lines of preliminary evidence indicate that circular chromosomes could also be broken
during PFGE if the density of nicks is high: first, at high doses stationary phase cells start
showing UV-induced fragmentation (uncoupling of DNA replication and chromosomal
fragmentation) (Fig. S9), and second, treatment with nickase Nb.BbvCl, an enzyme that
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introduces sequence-specific nicks in DNA, results in increased fragmentation (not shown).
Further analysis is required to confirm the occurrence- and FS-dependence of the breakage
of circular nicked chromosomes.

In this paper, we did not specifically address the mechanism of nick-dependent trapping and
breakage. However, unusual DNA molecules, including branched recombination
intermediates and linear DNA fragments bearing long single stranded tails, have been shown
to be electrophoretically retarded when subjected to PFGE [51; 52; 53; 54; 55]. Nicks have
been proposed before to affect the PFGE migration of DNA by trapping it within wells,
thereby hindering its movement into the gel, or by trapping it within the gel, leading to
smearing of DNA bands [48; 56]. We think that the latter type of trapping, while not
influencing quantification of the chromosomal fragmentation in our protocol (see methods)
[5; 6; 34; 35; 38; 39], leads to the breakage of the moving DNA at the nicks and gaps (Fig.
7). According to the model of Bustamante and colleagues [48; 57], a DNA molecule
migrating through the pulsed field agarose gel may bend around a gel fiber in a U shape
while sliding past it (Fig. 7A). If the DNA is nicked, its sliding motion around the gel fiber
may lead to the local unraveling of the DNA duplex at the nick, locking the DNA at the gel
fiber and leading to entrapment of this DNA molecule (Fig. 7B). We would like to extend
their model, linking trapping of nicked DNA during agarose gel electrophoresis with
breakage at a particular density of nicks. Specifically, we propose that, after the initial
encounter, when the electric field-driven unraveling of the DNA duplex reaches the nick in
the opposite strand, this causes DNA breakage (Fig. 7B step 1V) and subsequent release of
the now smaller fragments off the hook by sliding (Fig. 7B, step V). This model not only
links together trapping and breakage of nicked DNA, but also explains the nick density-
dependence of these processes. Finally, this model predicts that even circular DNA should
be eventually broken at high enough density of nicks.

In summary, in this study we have demonstrated that a non-electrophoretic parameter,
physical integrity of the DNA itself, affects both the quantity and the quality of linear
subchromosomal fragments. The nick-dependent entrapment of linear DNA within wells
hinders accurate measurement of fragmented DNA, leading to under-representation of
chromosomal fragmentation. We propose that this problem can be counteracted by reducing
field strength and increasing the time of electrophoresis. While running the samples for 3
days is not practical for routine use, linear DNA release from the wells provides an option of
improving the quantity of fragmented DNA under conditions that yield low levels of
fragmentation.

Finally, artificial breakage of DNA at SS interruption is a more serious challenge that seems
to be the property of PFGE itself. Unfortunately we could not find a way to minimize it, as
both field strengths (6 VV/cm and 3 V/cm) exhibited similar levels of breakage. However, we
have tested only two parameters, FS and the time of electrophoresis, and more work is
needed to find optimal conditions yielding less breakage at the nicks. Till then, care should
be taken while analyzing the chromosomal fragmentation data, especially the size of the
fragmented DNA that is used to calculate the number of DSBs from strains undergoing
extensive DNA damage or harboring endogenous nicks due to mutations.
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Abbreviations

PFGE pulsed-field gel electrophoresis

LLFS long run at low field strength
SHFS short run at high field strength

cz
uv

compression zone

ultraviolet light

HMW high molecular weight

LMW low molecular weight

DBA
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Figure 1.

Effect of electrophoretic conditions on the extent of spontaneous and DNA damage-induced
chromosomal fragmentation. Samples were run on a 1% agarose gel at 12°C in 0.5X TBE
with 60-120 seconds switch time, either at 6 VV/cm for 24 H, or at 3 VV/cm for 72 H.

(A) Quantification of spontaneous fragmentation in AB1157, recBC(Ts), recBC(Ts) polA12,
recBC(Ts) ligA251 and recBC(Ts) dut-1 after growth of the strains at 37°C for 2 hours.

(B) The corresponding gel from which the quantification in “A” was derived. CZ,
compression zone.
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(C) Quantification of chromosomal fragmentation in recBC(Ts) cells upon exposure to a
variety of DNA-damaging agents. Cells were treated with clastogens as described in
materials and methods and transferred to 37°C for 2 hours before the preparation of plugs.
(D) The corresponding gel from which the quantification in “C” was derived. CZ,
compression zone.
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Figure 2.

Effect of electrophoretic conditions on the amount of signal staying within the wells (A and
B); and total signal (well+lane) (C and D). Values are derived from the gels in Fig 1.

(A) Differences in the absolute amount of signal (arbitrary units) within wells in strains
undergoing spontaneous fragmentation.

(B) Differences in the absolute amount of signal (arbitrary units) within wells in recBC(Ts)
cells exposed to a variety of DNA damaging agents.

(C) Decrease in the total signal in strains undergoing spontaneous fragmentation, presented
as ratios of the total signal in the LLFS conditions divided by the total signal from the same
plug in the SHFS conditions.

(D) Decrease in the total signal in strains exposed to various clastogens (calculated as in
“C").
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Figure 3.

UV dose-dependence of chromosomal fragmentation in recBC(TSs) or its derivatives
harboring additional mutations in polA or ligA genes. Agarose plugs were made after
incubating the UV-exposed cultures at 37°C for 10 minutes. Plugs were run either at 6 VV/cm
for 24 H or at 3 V/cm for 72 H as described in Fig. 1. Panels A, C and E are radiograms of
the gels. Panels B, D and F show quantification of fragmentation from the corresponding
gels. CZ, compression zone.
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The effect of field strength (at constant run time) on chromosomal fragmentation.
(A) Quantification of fragmentation in recBC(Ts) strain, or its polA or ligA derivatives,
exposed to 0- or 48 J/m?2 of UV and ran at different field strengths, but all for 20 hours. Data

are averages of two independent measurements.

(B) Composite radiograms of the gels from which the data in (A) are derived. FS, field

strength; CZ, compression zone.
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Figureb5.

The effect of time of electrophoresis on chromosomal fragmentation.

(A) Quantification of fragmentation in recBC(Ts) strain, or its pol A or ligA derivatives,
exposed to 0- or 48 J/m2 of UV and ran at 3 V/cm for 20-, 48- or 72 H. Data are averages of
two independent measurements.

(B) Composite radiograms of the gels from which the data in (A) are derived. CZ,
compression zone.

(C) Quantification of spontaneous fragmentation in recBC(Ts), recBC(Ts) polAl12, and
recBC(Ts) ligA251 mutants. Corresponding cultures were initially grown at 28°C and then
transferred to the non-permissive temperature of 37°C for 2 hours before removal of samples
for plugs. After the lysis, the agarose plugs were electrophoressed at a constant field strength
of 3 V/cm for a period of 20- 48- or 72 H.

(D) Composite radiograms of the gels from which the data in (C) are derived. CZ,
compression zone.
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Figure6.

The effect of nicks on the quantity of Notl-digested sub-chromosomal fragments. Stationary
cultures of recBC(Ts) and recBC(Ts) uvrA mutants were exposed to a variety of UV doses,
and plugs were made after 10 min incubation in spent culture medium. One set of plugs was
digested with Notl and electrophoressed, together with non-Notl digested plugs, at 6 V/cm
for 20 H and 3 V/cm for 70 H.

(A) Quantification of the amount of signal, presented as % of the total signal, in 1 Mbp Notl
fragment after electrophoresis at 6 VV/cm for 20 H.

(B) The radiogram of the gel from which the data in (A) are derived.
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(C) Qauntification of the amount of signal, presented as % of the total signal, in the
compression zone after electrophoresis at 3 VV/cm for 70 H.
(D) The radiogram of the gel from which the data in (C) are derived.
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Figure?7.
The model.

(A) Migration of DNA through the agarose gel as shown by [48; 57]. In this model, DNA
undergoes cyclic motion of alternating elongated and compact conformations, the duration
of which depends upon the size of the DNA. The elongated confirmation, in the form of U-
shaped structure, is assumed when the DNA molecule is transiently ‘hooked around’ the gel
fiber. The small arrows show the direction of DNA sliding off the hook.

(B) Breakage of the transiently trapped DNA at nicks. Nicked DNA stays in the elongated
confirmation (1) until a nick reaches the vertex at the hook (I1). Subsequent local unraveling
of the DNA structure from the nick leads to the formation of SS ends that pull apart,
anchoring the DNA at the hook (I111). When the electric field-caused unraveling of the DNA
duplex reaches another nick in the opposite DNA strand, a double-strand break is formed
(1V), and the broken DNA can now slide off the hook (V).
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Table 1
Strains used in this study.
Strain Relevant genotype Sourceor reference | Properties
AB1157 | wild-type strain [58] Repair proficient
SK129 recB270(Ts) recC271(Ts) [59] Defective in DSB repair and DNA degradation
AK107 SK129 dut-1 zic4901::Tn10 | [38] Defective in DSB repair and also incorporates uracil in DNA
AK25 AB1157 polA12(Ts)::Tn10 | Lab Collection Defective in excision DNA repair
GR501 GR523 ligA251(Ts) [60] Defective in sealing DNA nicks
LA20 GR501 ypeB::kan [61] Defective in sealing DNA nicks
SRK312 | SK129 polA12(Ts)::Tn10 SK129 x P1 AK25 Defective in DSB repair and excision repair
SRK322 | SK129 ligA251(Ts) SK129 x P1 LA20 Defective in DSB repair and sealing DNA nicks
SRK301 | SK129 duvrA277::Tn10 [5] Defective in DSB- and nucleotide excision repair
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